Abstract
Introduction

44
Exosomes are cell secreted membrane bound nano-vesicular proteins involved in this process, such as PI3K, Akt, eNOS, Alix, syndecan, syntenin, Rab-27a
( Figure S1 in the online supplement). Characterization of these particles as exosomes using 89 EM, western blotting, DLS and density gradient centrifugation has already been described in an 90 earlier report from our group, but we still validated the size and morphology using TEM ( 
98
The efficacy of bead-based assay was validated by confirming linearly increased detection of 
174
Simvastatin treatment of monocytic cell line, THP-1, led to reduction in exosome secretion and mir-181b were used as positive controls for exosomes-associated micro-RNA content.
177
Simvastatin treatment however did not significantly alter the intracellular levels of any of these of monytic exosomes could be one of the alternate mechanism by which simvastatin renders a 188 protective role in atherosclerosis.
189
Once the exosome inhibitory role of simvastatin was established using various model systems,
190
we furthered our study to investigate the putative underlying molecular mechanism. 
194
We found notable reduction in cellular CD-63 levels upon simvastatin treatment in in vitro 195 systems ( Figure 2C ), that led us to test if this observation extends to in vivo conditions as well.
196
For this purpose, lung tissue sections from our mouse model of AAI were stained for CD-63. Figure 5A ) as well as in macrophages ( Figure 5B ).
202
Since we observed an accumulation of CD63 positive compartments near the plasma membrane,
203
we sought to investigate the fate of these compartments by using TIRF microscopy of CD63- Exosomes were isolated using a series of centrifugation and ultracentrifugation techniques as 
Semi-quantitative detection of exosomes by bead-based assay
299
For semi-quantitative detection of exosomes, antibody coated beads were used as described 300 earlier.
14 Briefly, 20,000 anti-CD-63 antibody coated beads were washed in 2% BSA and then 301 incubated with 10,000g supernatant of BALF or culture supernatant overnight. Next day, the 302 bead bound exosomes were detected using surface proteins for exosomes or phosphatidylserine 303 on their surface, using flow cytometer. 
Flow cytometry
360
HUVECs transmigration assay
361
The migration ability of HUVEC was tested in a Transwell Boyden Chamber (6.5 mm, Costar).
362
The polycarbonate membranes (8 µm Figure D3 ). Sim: Simvastatin
